[Preparation, characterization and preliminary application of monoclonal antibody against the transpeptidase domain of MRSA-PBP2a].
To prepare monoclonal antibody (mAb) against the penicillin binding protein 2a (PBP2a) of MRSA and establish a latex agglutination assay to detect PBP2a. BALB/c mice were immunized with the recombinant transpeptidase domain of PBP2a expressed by gene-engineering. Mouse mAb against PBP2a was obtained with hybridoma technique. mAb's characteristics (IgG subclasses, titers, specificities, and affinities) were identified and determined by indirect ELISA and Western blot. Polystyrene beads were sensitized with mAb F2 by physical adsorption, and a latex agglutination assay was developed to detect PBP2a. Two strains of hybridoma cell lines, which could stably secret anti-PBP2a mAb were obtained, named F1 and F2. The isotype of F1 and F2 was both IgG1. Ascites titers were 0.5x10(-6)-1x10(-6) and the affinity constants (Kaff) were 1.57 x 10(8) M(-1) and 5.43 x 10(9) M(-1), respectively. Western blot analysis showed that both the mAbs had specific binding abilities with both recombinant protein and clinically isolated MRSA-PBP2a. The sensitivity of the anti-PBP2a latex agglutination assay with serial dilutions of purified PBP2a was found to be 1 mg/L. The obtained two strains of hybridoma cell lines can secret anti-PBP2a mAb stably, which lays the foundation for establishment of a simple and rapid anti-PBP2a latex agglutination assay kit.